ABSTRACT The Fc receptors for IgE on rat basophil leukemia 2H3 cells were labeled with either rhodamine-or fluorescein-conjugated IgE and then with Fab fragments of anti-IgE conjugated with the other dye. Fluorescence photobleaching recovery measurements of lateral diffusion were performed with one of the dyes before and after extensive bleaching of the other dye over an entire cell. Bleaching one dye did not affect subsequent measurements made with the other dye. We thus detect no evidence for photoinduced artifacts in fluorescence photobleaching recovery experiments.
Frye and Edidin (1) demonstrated in 1970 that some cell membrane proteins are capable of diffusing laterally over long distances in the cell plasma membrane. This has led to considerable interest in the diffusion rates of membrane lipids and proteins because of the possible involvement of lateral diffusion of membrane components in a wide variety of cell functions (2) (3) (4) . Direct quantitative measurement of lateral diffusion was difficult until the introduction of the technique of fluorescence photobleaching recovery (FPR) (5) (6) (7) (8) . This technique involves monitoring the fluorescence from a fluorescent membrane probe excited by a laser beam focused to a small spot on the cell surface. Part of the fluorescence from the illuminated region is then photochemically destroyed by a brief, intense light pulse from the laser. The diminished fluorescence from the illuminated region can then recover if the fluorescently labeled membrane components are free to diffuse laterally in the membrane. This type of experiment allows calculation of the probe's diffusion coefficient and the fraction of the probe free to diffuse in the cell membrane (8) .
FPR experiments may be liable to artifacts caused by the intense bleaching light pulse (9, 10) : either thermal effects due to localized membrane heating or photochemical effects (e.g., crosslinking). The following studies argue against such artifacts.
(i) Axelrod (11) In conclusion, we have found no evidence of photoinduced artifacts in FPR measurement of diffusion with either fluorescein or rhodamine.
